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(57) Abstract 

A. method of detecting a nucleic acid sequence of interest in the amplification product of a polymerase chain reaction or 
other primer directed reaction comprising the steps of: (a) incorporating in a polymerase chain reaction mixture or other primer 
directed reaction mixture at least one nucleic acid sequence complementary to said nucleic acid sequence of interest labeled (i) at 
the 3' end thereof, or (ii) at the 3' and the 5' end thereof with a compound capable of electrochemiluminescence; (b) conducting a 
polymerase chain reaction or other primer directed reaction; and (c) measuring the electrochemiluminescence of labeled amplifi- 
cation product. 



; 



f 




r. 



r 



FOR THE PURPOSES OF INFORMATION ONLY 

Codes used to identify States party to the PCT on the front pages of pamphlets publishing international 
applications under the PCT. 



AT Austria 

AU Australia 

BB Barbados 

BE Belgium 

BP Burkina Faso 

BG Bulgaria 

BJ Benin 

BR Brazil 

CA Canada 

CF Central African Republic 

CC Congo 

CH Switzerland 

CI Cote d'lvoirc 

CM Cameroon 

CS Czechoslovakia 

CZ C-a:di Republic 

DE Germany 

OK Denmark 

ES Spain 

Fl Finland 



FR Franco 

GA Gabon 

GB United Kingdom 

GN Guinea 

GR Greece 

HU Hungary 

IE Ireland 

IT Italy 

JP Japan 

KP Democratic People'* Republic 

of Korea 

KR Republic or Korea 

KZ Knzakltstan 

LI Liechtenstein 

LK Sri liinla 

I.U Luxembourg 

MC Monaco 

MG Madagascar 

ML Mali 

MN Mongolia 



MR 


Mauritania 


MW 


Malawi 


NL 


Netherlands 


NO 


Norway 


NZ 


New Zealand 


PL 


Poland 


PT 


Portugal 


RO 


Rumania 


RU 


Russian Federation 


SD 


Sudan 


SE 


Sweden 


SK 


Slovak Republic 


SN 


Senegal 


su 


Soviet Union 


TO 


Chad 


TC 


Togo 


UA 


Ukraine 


US 


United State* of America 


VN 


Vict Nam 



i 



WO 93/10267 



PCI7US92/09943 



1 

RAPID ASSAYS FOR AMPLIFICATION PRODUCTS 

FIELD OF THE INVENTION 

This invention relates to the detection or 
quantitation of amplified nucleic acid sequences. More 
specifically, this invention relates to the detection or 
quantitation of nucleic acid analytes of interest in the 
5 amplification product of a polymerase chain reaction in 
rapid, one step, homogeneous assays. 

Several publications are referenced in this 
application by arabic numerals in parenthesis. Full 
citation of these references is found at the end of the 
10 specification immediately preceding the claims. These 
references describe the state-of-the-art to which this 
invention pertains. 

BACKGROUND OF THE INVENTION 

The use of nucleic acid hybridization methods to 

15 detect disease states and infectious agents is a rapidly 
emerging technology (l) . These methods have largely 
involved simple nonradioactive formats, aimed at achieving 
acceptance in the clinical laboratory (2,3). These assays 
use chemi luminescent or enzyme labels, or combinations of 

20 these to obtain the desired sensitivity (4). The rapid 
sample. preparation offered by PCR offers the possibility of 
developing rapid and simple assays. 
Nucleic Acid Amplification Processes 

It is well known that a nucleic acid such as 

25 deoxyribonucleic acid (DNA) is able to serve as its own 
template during self -replication. It is also well known 
that a double stranded or duplex nucleic acid can be 
separated into its component single strands. These 
properties have been exploited to permit the in vitro 

30 amplification and modification of nucleic acid sequences by 
the polymerase chain reaction (PCR) . 

PCR is an in vitro, enzyme-based replication of 
nucleic acid sequences, using two oligonucleotide primers 
d signed to hybridize to opposite strands and flank the 

35 r gion of interest on the target polynucleotide sequence. 
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During repetitive cycl s the nucleic acid is subjected to 
strand separation, typically by thermal denaturation , the 
prim rs are hybridized (by annealing if th nnal cycling is 
used) to the single strand templates, and an enzyme such as 
DNA polymerase (DNA template to DNA primer extension) or 
reverse transcriptase (ribonucleic acid or "RNA" template 
to DNA primer extension or DNA template to DNA primer 
extension) extends the primers on the templates. Both of 
the strands (plus and minus) , including newly synthesized 
strands are made available as templates for the extension 
of both primers respectively by the strand separation step. 
The result, with two primers, is an exponential increase 
(hence the term "chain reaction") in template nucleic acid 
copy number (both plus and minus strands) with each cycle, 
15 because with each cycle both the plus and minus chains are 
replicated. The nucleic acid duplex which results will 
have termini corresponding to the ends of the specific 
primers used. It is possible, by means of PCR, to amplify, 
detect, or otherwise modify a nucleic acid sequence in 
20 vitro. 

The preparation of primers for PCR requires that 
the terminal sequences of the nucleic acid strands (both 
the plus and minus templates) to be amplified or detected, 
be known (5) . The sequence information may be derived by 

25 direct sequencing of the terminals of the nucleic acid of 
interest, or by sequencing the terminal of a polypeptide 
and producing a corresponding copy oligonucleotide primer. 
The optimal primer size is typically about 20-30 bases in 
length, but workable primers may be smaller or larger in 

30 particular circumstances. As is well known, as primer size 
decreases, the likelihood that the primer will hybridize to 
an unplanned site on the sequence of interest increases. 
Unplanned hybridizations can lead to an interruption of 
amplification of the desired product and production of 

35 products having either a small r size or an undesired 
primer insert. Thus, the selection of two optimal primers 
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for PCR requires the avoidance of unplanned hybridization 
with the sequence of interest whenever practical. 

The rational selection of prim r s quence to 
avoid unplanned hybridizations is well known. Algorithms 
5 are known by which the artisan may compare proposed primer 
sequences to the entire template sequence (where known) and 
to any other sequences which are known to be present in an 
assay mixture. 

The necessity for determining the terminal 

10 portion of the opposite strands of a nucleic acid sequence 
of interest and preparing two primers hybridizable thereto 
may be avoided by means of a universal primer. All DNA 
sequences present will receive a universal primer binding 
site and be amplified by the universal primer. 

15 PCR amplification has been used to isolate n w 

gene sequences from a polynucleotide sequence library. 
While new genes may also be isolated by means of a 
sufficiently complementary probe incorporating a portion of 
the sequence of the new gene, such probe isolation methods 

20 lack the sensitivity provided by PCR. 

In the prior art assays based upon PCR, nucleic 
acid probes labeled at their 5' end have been used to 
hybridize to the nucleic acid analytes of interest. These 
probes occasionally enter into the polymerase chain 

25 reaction at their unlabeled 3' end resulting in spurious 
results. The prior art assays are also heterogeneous, i.e. 
separation assays. As such they are time consuming and the 
multiple wash steps involved introduce the possibility of 
contamination of the assay sample. 

30 Detection of Labeled Nucleic Acid Sequence 

Numerous methods and systems have been developed 
for the detection and quantitation of nucleic acid analytes 
of interest in biochemical and biological substances. 
Typically, the existence of a nucleic acid analyte of 

35 interest is indicated by the presence or absence of an 
observable "label" attached to a probe which binds to the 
analyte of interest. Of particular interest are labels 
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which can be made to luminesce through photochemical, 
chemical, and el ctrochemical means. 

••Photoluminesc nee" is the process wh reby a 
material is induced to lumin see wh n it absorbs 
5 electromagnetic radiation. Fluorescence and 

phosphorescence are types of photoluminescence . 
"Chemiluminescent" processes entail the creation of 
luminescent species by chemical transfer of energy. 
"Electrochemiluminescence" entails creation of luminescent 

10 species electrochemically. 

Electrochemiluminescent (ECL) assay techniques 
are an improvement on chemiluminescent techniques. They 
provide a sensitive and precise measurement of the presence 
and concentration of an analyte of interest. In such 

15 techniques, the incubated sample is exposed to a 
voltametric working electrode in order to trigger lumin- 
escence. In the proper chemical environment, such, 
electrochemiluminescence is triggered by a voltage 
impressed on the working electrode at a particular time and 

20 in a particular manner. The light produced by the label is 
measured and indicates the presence or quantity of the 
analyte. For a fuller description of such ECL techniques, 
reference is made to PCT published application number 
US85/01253 (W086/02734), PCT published application number 

25 US87/00987 {W087/06706) and PCT published application 
number US 88/03947 (W089/04302) . The disclosures of the 
aforesaid applications are incorporated by reference. 

It is possible to carry out electrochemi- 
luminescent assays with and without a separation st p 

30 during the assay procedure, and to maximize the signal 
modulation at different concentrations of analyte so that 
precise and sensitive measurements can be made. 

PCT published application number US 89/04919 
(W090/05301) teaches sensitive, specific binding assay 

35 methods based on a luminescent ph nomenon wherein inert 
microparticulate matter is specifically bound to one of the 
binding reactants of the assay system. The assays may be 
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p rformed in a heterogeneous (one or more separation steps) 
assay format and may also be used most advantageously in a 
homogeneous (nonseparation) assay format. 

The luminescence arises from electrochemi- 
5 luminescence (ECL) induced by exposing the label compound, 
whether bound or unbound to specific binding partners, to 
a voltametric working electrode. The ECL reactive mixture 
is controllably triggered to emit light by a voltage 
impressed on the working electrode at a particular time and 

10 in a particular manner to generate light. 

U.S. Patent Application Serial No. 267,509 and 
U.S. Patent Application Serial No. 266,914 relate to 
preferred assay compositions. The disclosures of th se 
applications are incorporate by reference. 

15 U.S. Patent Application Serial No. 267,234, U.S. 

Patent No. 5,061,445 and U.S. Patent Application Serial No. 

744,890, U.S. Patent No. teach preferred apparatus 

for the conduct of ECL-based assays. U.S. Patent 
Application Serial No. 652,427 describes preferred methods 

20 and apparatus for conducting ECL-based assays. The 
disclosures of all these applications, which are also 
incorporated by reference, permit the detection and 
quantitation of extremely small quantities of analytes in 
a variety of assays performed in research and clinical 

25 settings. 

OBJECT8 OF THE INVENTION 

It is a primary object of the invention to 
provide a method for rapidly conducting assays for nucleic 
acids amplified in polymerase chain reactions or other 

30 primer directed amplifications. 

It is another and related object of the invention 
to provide a method for rapidly conducting sensitive, 
reliable homogeneous assays for nucleic acids of interest 
amplified in polymerase chain reactions. 

35 It is yet another and related object of the 

invention to provide such assays which avoid th wash steps 
and sample contamination associated with prior art assays. 
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It is a further and related object of the 
invention to provide assays which avoid th problems and 
spurious results associat d with the use of 5' probes. 

pmtMARY Q T TOE INVENTION 

5 These objects are achieved in rapid non- 

separation assays for amplified DNA which avoid the 
contamination and time wasted by the addition of probe and 
the multiple wash steps used in conventional assays. 
Oligonucleotide primers, bound to a binding moiety or 

10 detectable label and an oligonucleotide probe, labeled at 
its 3' or 3' and 5' ends with either a binding moiety or 
detectable label, such that both a binding moiety and a 
detectable label are both present in the mixture of primer 
and probe. This mixture of probe and primer is introduced 

15 into a PCR or other primer directed reaction mixture, such 
that the mixture is complete for reaction on the addition 
of the modified primer. The 3' or 3 '5' labeled probes are 
not incorporated into the PCR product and thus maintain 
their specificity for hybridization unlike 5' labeled 

20 primers. Samples from these PCR/hybridizations are then 
sampled into a suspension of streptavidin beads and placed 
directly in an ECL analyzer. This rapid sample handling 
avoids the wash steps involved with typical hybridization 

i 

BRIEF DESCRIPTION OF THE DRAWINGS 

Fig. l is an assay format for rapid one step 

* 

Fig. 2 is an assay for HIV l gag, rapid one step 

30 Fig. 3 is an assay for the cystic fibrosis gene, 

rapid one step assay. 

Fig. 4 is an assay for synthetic cystic fibrosis 
genes, demonstrating its specificity. 

Fig. 5 is an assay for cystic fibrosis genes in 

35 normal human samples. 

Fig. 6 is an assay for cystic fibrosis genes in 
human samples from the University of North Carolina. 
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DETAILED DESCRIPTION OF THE INVENTION 

D f initions 

In order to more clearly understand the 
invention, certain terms are defined as follows. 
5 A "nucleotide" is one of four bases: adenine, 

cytosine, guanine, and thymine (DNA) or uracil (RNA) , plus 
a sugar (deoxyribose for DNA, ribose for RNA), plus a 
phosphate. In order to provide monomers for the DNA 
polymerization reaction, typically all four of the 

10 deoxynucleotide triphosphates are required • A nucleotide 
as defined herein may also include modified bases such as 
5-methyl-dCTP and 7-deaza-dGTP used to improve the action 
of polymerase on templates. The term nucleotide as used 
herein also includes bases linked to biotin and digoxigenin 

15 (Digoxigenin-ll-UTP from Boehringer Mannheim, Indianapolis, 
Indiana), and biotin-21-UTP and amino-7-dUTP (Clont ch, 
Palo Alto, California) which may be incorporated directly 
into a primer or into a primer extension product during 
amplification, to provide for selective binding of 

20 amplified sequences. 

An "Qligonucleotide" is a sequence formed of at 
least two nucleotides. A "polynucleotide" is a long 
oligonucleotide and may be either RNA or DNA. While the 
term oligonucleotide is generally used in the art to denote 

25 smaller nucleic acid chains, and "polynucleotide" is 
generally used in the art to denote larger nucleic acid 
chains including DNA or RNA chromosomes or fragments 
thereof, the use of one or the other term herein is not a 
limitation or description of size unless expressly stated 

30 to be. 

The term "nucleic acid" refers to a 
polynucleotide of any length, including DNA or RNA 
chromosomes or fragments thereof with or without modified 
bases as described abov • 
35 A "sequenc " (e.g. sequence, genetic sequence, 

polynucleotide sequ nee, nucleic acid sequence) refers to 
the actual enumerated bases (ribose or deoxyribose) present 
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in a polynucleotide strand reading from the 5' to 3' 
direction. 

The "complem nt» to a first nucleotide s quence 
is well known to be a second sequence comprising those 
5 bases which will pair by Watson-Crick hybridization with 
the first sequence. Thus, the complement to the 
deoxyribonucleic acid (DNA) sequence 5'-ATGC 3' is well 
known to be 5'-GCAT 3'. For duplex, or double stranded 
DNA, each of the two strands are described as complementary 

10 to the other or as a complementary pair. The terms 
complement and anticomplement may also be used. With 
reference to the identification of the strand of duplex DNA 
from which transcription to RNA proceeds, the transcription 
strand is generally described as plus and its complement as 

15 minus (or "+" and ••-") , or the transcription strand may be 
described as the sense strand, and its complement as 
antisense. Two strands each hybridized to the other having 
all base pairs complementary, are 100% complementary to 
each other. Two strands, each hybridized to the other, 

20 having 5% of bases non-complementary, are 95% complementary 
(or the two str.ands have 95% complementarily) . 

"Homology" between polynucleotide sequences 
refers to the degree of sequence similarity between the 
respective sequences. Two strands which are identical in 

25 sequence have 100% sequence homology. Two strands which 
differ by 5% of sequences have 95% sequence homology. The 
greater the degree of homology between two strands A and B, 
the greater the complementarity between A and the 

complement of B. 

30 a "probe" is a single or double stranded nucleic 

acid which has a sequence complementary to a target nucleic 
acid sequence of interest and which has some additional 
feature enabling the measurement of the probe - target 
duplex. The artisan will understand that if the probe 

35 and/ or the targ t is double stranded, the double stranded 
nucleic acid must undergo strand separation before 
hybridization can take place. 
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A probe is rendered detectable by an attached tag 
or label. A tag or label linked to a probe may include, in 
principle , a fluorescent or luminescent tag , an isotopic 
(e.g. radioisotope or magnetic resonance) label, a dye 
5 label, an enzyme label, an antigenic determinant detectable 
by an antibody, or a binding moiety such as biotin enabling 
yet another moiety such as a streptavidin coated bead to 
specifically attach to the probe. When the labeled or 
tagged probe - target duplex is formed, that duplex may be 

10 detected by the characteristic properties of the tag or 
label. The probe with its label moiety is captured by the 
target with its labeled moiety via hybridization and duplex 
formation allowing detection by a label. 

A "primer" is a relatively short segment of 

15 oligonucleotide which is complementary to a portion of the 
sequence of interest (the sequence of interest can be a 
subfragment within a larger nucleic acid sequence) . A 
primer represents a 5' terminus of the resulting extension 
product. A primer which is complementary at its 3' 

20 terminus to the sequence of interest on the template strand 
enables this 3' terminus to be acted on by a polymerase on 
hybridization to the template. A primer may also be 
modified at its 5 ' end with a binding moiety or detectable 
label . 

25 "Strand separation" refers to the conversion of 

a double stranded or duplex nucleic acid to two 
complementary single stranded polynucleotides. The 
separation process may employ well known techniques 
including: enzyme mediated separation (e.g. by the enzyme 

30 helicase (5) , physical-chemical separation (pH, ionic 
concentration and the like) , and thermal separation also 
known as thermal denaturing. Thermal denaturing (also 
referred to as "melting") is the separation of a double 
stranded polynucleotide (fully or partially duplex) into at 

35 least two single strands of polynucleotide by raising the 
temperature of the solution holding that polynucleotide. 
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"Hybridization" describes the formation of double 
strand d or dupl x nucl ic acid from complementary single 
strand d nucleic acids. Hybridization may tak place 
between sufficiently complementary single stranded DNA 
5 and/ or RNA to form: DNA-DNA, DNA-RNA, or RNA-RNA. 

The in vitro amplification of DNA is catalyzed by 
DNA polymerase. A number of types of DNA polymerase are 
known to the art. They generally share the common property 
of catalyzing the synthesis of a double stranded DNA 

10 sequence utilizing a single stranded template to which a 
primer is annealed. DNA polymerases extracted from most 
organisms become inactive at the temperatures required for 
thermal denaturing of nucleic acids. Thus, replacement of 
the enzyme at the start of each thermal cycle, or the 

15 addition of a factor able to prevent heat inactivation , is 
required if such heat sensitive enzymes are utilized. The 
DNA polymerases which are preferred for in vitro PCR as 
well as for the invention are derived from organisms which 
thrive at high temperatures and thus are heat resistant, 

20 i.e. thus maintain adequate catalytic activity at the 
temperature which denatures duplex DNA. 

The reaction catalyzed by DNA polymerase is known 
to the art, and referred to herein as the "DNA polymerase 
reaction". The reaction requires some or all of the four 

25 deoxyribonucleotide triphosphates, primers, preferably in 
molar excess and a means for cyclic strand separation. 
Strand separation is preferably achieved by thermal cycling 
between annealing and denaturation temperatures. Reverse 
transcriptase is known to mediate both RNA to DNA copying, 

30 as well as DNA to DNA copying. Hence, any number of 
enzymes now known will catalyze the chain reaction. 

"Electrochemiluminescent • (ECL) labels" are those 
which can be made to become luminescent species when acted 
on electrochemically. Such ECL labels are describ d in PCT 

35 publish d applications by Bard et al. and Massey et al. 

(PCT US85/02153, WO86/02734 and PCT US87/00987, 
W087/06706). 
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The terms "detection" and "quantitation" are 
referr d to as "measurement", it being understood that 
quantitation may require preparation of reference 
compositions and calibrations. 
5 "ECL apparatus" an "ECL analyzer" is any 

apparatus for performing electrochemiluminescence based 
assays. 

Detailed Description 

Improved rapid, non-separation assays for 
10 amplified nucleic acid sequences have been developed using 
oligonucleotides having 3' or 3' 5' electrochemiluminescent 
labels. Oligonucleotides having 3' or 3 '5' labels are not 
able to act as primers in the PCR or other primer directed 
reactions. They remain at the end of the amplification 

15 process available for hybridization to the excess of 
amplified nucleic acid. 

Assays making use of this probe system are rapid 
because the probe can hybridize within the thermocycler 
program. By using ECL technology to detect binding events 

20 the need for external washes or other manipulations is 
avoided. Of course, wash steps may optionally be used. 
These assay formats obviate the need to make separate 
additions and to risk contamination problems. While 
described below primarily in connection with PCR reactions, 

25 the invention can be used in any primer directed reaction. 

Assays for the detection of the HIVl gag gene and 
the human cystic fibrosis gene based on the use of 
previously described PCR protocols (6,7) is described 
below. Also described is a study of 15 patient samples 

30 tested for their cystic fibrosis status. Samples used were 
5 normal, 5 heterozygous for the 508 deletion, and 5 
homozygous for the 508 deletion. 

In its preferred embodiment the invention 
comprises a method of detecting a nucleic acid sequence of 

35 interest in the product of a polymerase chain reaction or 
other primer directed amplification reaction comprising the 
steps of (a) incorporating in a polymerase chain reaction 
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or other primer directed reaction mixture, at least one 
labeled nucleic acid sequence which is capable of 
eiectrochemiluminescence and is complementary to said 
nucleic acid sequence of interest, having the formula: 



10 



15 




n 



NA 



wherein M is ruthenium, osmium or rhenium, R x , R 2/ R3, R4/ 
R 5 and R 6 may be the same or different and each is H, alkyl 
of 1-4 carbon atoms or a linker group, NA is said nucleic 

20 acid sequence linked to one of the bipyridyl groups at its 
3' end or to two bipyridyl groups at its 3' and its 5' ends 
and n is either 1 or 2 ; (b) conducting a polymerase or 
other primer directed reaction; and (c) measuring the 
eiectrochemiluminescence of said labeled amplification 

25 product. In a particularly preferred embodiment, a 
multiple number of 3' labeled nucleic acid sequences are 
incorporated in a primer directed reaction • 

EXAMPLES 
Methodology 

30 Oligonucleotides were synthesized on an Applied 

Biosystems 380B DNA synthesizer and functionalized with 5' 
or 3' amino groups using amino modifiers from Clontech 
(10) . The oligonucleotides specific for the HIV gag gene 
PGR assays were the SK3 8 primer 

35 (ATAATCCACCTATCCCAGTAGGAGAAAT) the SK39 primer 
TTTGGTCCTTGTCTTATGTCCAGAATGC) and the SK19 probe 
(ATCCTGGGATTAAATAAAATAGTAAGAATGTATAGCCCTAC) as previously 



SUBSTITUTE SHEET 
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described (6). Probe SK19 was labeled at both 3' and 5' 
nds using the tag-NHS. In the case of the cystic fibrosis 
gene the olig nucleotides were CFF (GACTTCACTTCTAATGATGA) 
and CFR ( CTCTTCTAGTTGGCATGCT ) for priming. The probes were 
5 CFN2 (GAAACACCAAAGATGATATT) for the normal gene and CFD2 
(AACACC- AATGATATTTTCTTT ) for the 508 deletion. These were 
labeled at 3 ' and 3 '5' sites via amino groups with the N- 
hydroxy succinimide ester of Ru(bpy) 3 2+ (8,9,11). Primers 
SK39 and CFF were the 5' biotinylated primers in the 

10 amplification reaction with unlabeled SK38 and CFR 
respectively. A non-specific oligonucleotide lambda 1 
(GAAAATGTGCTGACCGGACATGAAAATGAG) was also synthesized and 
labeled at the 3' end to use as a control for background 
signals. Oligonucleotides were prepared for labeling by 

15 Biogel P6 column chromatography in 0.3 M NaCl, followed by 
precipitation of the excluded oligonucleotide peak. 
Typically, 0.1 /xmole of oligonucleotide was reacted with 
0.5 /xmole of ORIGEN Label in 80% dimethyl 
sulf oxide/phosphate buffered saline, pH 7.4. Biotinylation 

20 of the oligonucleotides was performed essentially as above 
except biotin X-NHS (Clontech) in 50% dimethyl sulfoxide 
was used for labeling. The labeled oligonucleotides were 
precipitated with ethanol and washed to remove 
unincorporated label. The synthetic cystic fibrosis 

25 sequences used to test the specificity of the system were 
as follows, the normal sequence, CF normal; 

GACTTCACTTCTAATGATGATAAAGAAAATATCATCTTTGGTGTTTCCTATGATGAA- 
TATAGATACAGAAGCGAGCATGCCAACTAGAAGAG ; and the mutant 
sequence , CF D5 0 8 ; GACTTCACTTCTAATGATGATAAAGAAAATATCATTG- 
3 0 GTGTTTCCTATGATGAATATAGATACAGAAGCGAGCATGCCAACTAGAAGAG . 

The PGR for the HIVl gag gene was performed 
essentially as described (6) using a 25 /xl reaction volume 
containing 75ng (7.5pmoles) of the biotinlylated SK39 and 
75ng (7.5pmol s) of SK38 and 1.25ng of SK19. The 
35 temperature cycles used on the Perkin Elmer Thermocycler 
were as follows: 95°C 1 min., 60°C 1 min., the cycle number 
was 40. This was followed by a cycle of 60 °C 3 0 min. 
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Polymerase chain reactions for the cystic 
fibrosis gene or synthetic genes were perform d essentially 
as described (7) using 25 Ml reaction volum s containing 
75ng (7.5pmoles) of CFR and 75ng (7.5pmoles) of CFF 
5 biotinylated, and 5ng of CFN2 or CFD2 labeled at the 3' or 
3 '5' ends. The cycle conditions for the cystic fibrosis 
assay were 30 cycles of 94«C 1 min. , 55*C 2 min., 72°C 2 
nin. This was followed by a cycle of 98*C 5 min. 65°C 30 
min. The synthetic genes were used at concentration to 
10 mimic the concentration in normal human DNA for single copy 
genes i.e. 3 X 10 s per fig of DNA. Salmon sperm DNA was used 
as a non specific DNA in these synthetic gene amplification 



Following the PCR/hybridization cycles 2nl 
15 samples were added to 15/ig of 2.8/im streptavidin coated 
magnetic beads (Dynal, Great Neck, N.Y.) in 240^1 of ECL 
assay buffer on an ECL analyzer, incubated for 15 min. 
followed by analysis for ECL. In the case of the cystic 
fibrosis assay the samples were added to 240/il of 30% 
20 formamide/ORIGEN assay buffer. 

EXAMPLE I 

xasav Format For Ra pid One step Assay 

The PCR reaction was run using a biotinylated 
primer and an unlabeled primer. The PCR thermocycles were 

25 run as normal for 40 cycles. At the end of the 
thermocycling an extended incubation was added for the 
hybridization. The samples at the end of the final 
incubation cycle were then ready for binding to beads, 
samples were taken and added to beads for binding (15 min.) 

30 at room temperature on an ECL analyzer, then analyzed for 
electrochemiluminescence. The results are shown in Fig. 1. 

EXAMPLE II 

Assay For HIV l oacx. Rapid Op e step Assay 
The PCR was run for 35 cycles with the HIV1 gag 
35 specific primers including the SK19 3 '5' labeled probe. 
The samples of positive HIV1 DNA were dilutions of the 
standard provided in the Perkin Elmer Cetus Kit. Samples 
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of the PCR 2m1 were added to streptavidin beads incubated 
with shaking for 15 min. and analyzed for electrochemi- 
lumin scence using an ECL analyzer. 

The results are shown in Fig. 2. Fig. 2 
5 demonstrates a simplified PCR assay for rapid detection of 
the HIV1 gag gene. This ability is due in part to the ECL 
system and the ECL-based assay formats. The ECL system 
specifically provides (i) a stable label, able to withstand 
the rigors of the PCR, (ii) an assay modality which due to 

10 the nature of the ECL removes the need for external washes, 
(iii) a sensitivity for the detection of analyte which 
rivals radioactivity. 

The results for the HIV1 gag study demonstrated 
the detection of copy numbers down to 12.5 copies with 

15 little effort. The utility of this methodology for a rapid 
screening system is clear and would, with improved 
thermocycler performance, allow the detection of much lower 
copy numbers. 

EXAMPLE III 

20 Assay For The Cv stic Fibrosis Gene, Rapid One Step Assay 

The assay of the invention was used to 
discriminate genes which had few mutations compared to the 
normal gene as is the case for the 508 codon deletion in 
the cystic fibrosis gene. The assay was tested using human 
25 DNA from cell lines, from human placenta, from normal 
subjects and with synthetic genes. 

The PCR was run for 30 cycles with the cystic 
fibrosis specific primers including the 3 '5' labeled CFN2. 
The samples of DNA were dilutions of DNA isolated from a 
30 human cell line (HeLa,8). Samples of the PCR 2^1 were 
added to streptavidin beads incubated with shaking for 15 
min. and analyzed for electrochemi luminescence using an ECL 
analyzer. 

The results of the assay are illustrated in Fig. 
35 3. The success of the assay for the cystic fibrosis gene 
and as expected the sensitivity of the system enabling the 
detection of the gene in less than lng of human DNA is demonstrated . 
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EXAMPLE IV 

Assay f r Synth tie Cystic Fibrosis 
Gen s, TiAmgmiitirating it So c ifieitv 

To investigate the sp cif icity of the invention 
5 for the cystic fibrosis gene two synthetic sequences were 
generated which contained, respectively, the normal gene 
sequence and the mutant gene sequence, containing the 508 
deletion. These gene standards were diluted to the 
concentration found in human DNA to determine the 
10 specificity of the hybridization reaction without any doubt 
as to the nature of the cystic fibrosis sequences being 
amplified . 

The PCR was run for 30 cycles with the cystic 
fibrosis specific primers including the 3' labeled probes 

15 CFH2 and CFD2. The samples of DNA were dilutions of 
synthetic DNA made into salmon sperm DNA. The 
concentration of these sequences was at the same level , as 
found in human DNA. Samples of the PCR 2jtl were added to 
15 fig of streptavidin beads incubated with shaking for 15 

20 min. and analyzed for electrochemiluminescence using an ECL 
analyzer . 

The results shown in Fig. 4 show the assay's 
ability to detect specifically the normal or the mutant 
gene. This rapid assay format is able to rapidly detect 
25 and discriminate closely related sequences. 

EXAMPLE V 

Aasav for Cystic Fibrosis Genes in Normal Hu man Samples 

The PCR was run for 30 cycles with the cystic 
fibrosis specific primers including the 3 '5' labeled probes 
30 CFN2 and CFD2. The samples of DNA were individual samples 
of Human DNA isolated from individual chorionic membranes 
(Sigma Ltd) . Samples of the PCR 2/xl were added to 15 fig of 
streptavidin beads incubated with shaking for 15 min. and 
analyzed for electrochemiluminescence using an ECL 
35 analyzer. 
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EXAMPLE VI 

Assay f r Cystic Fibrosis G n s in Human 
Sampl s f r m University of North Carolina 

Th data from Example IV was corroborated by 

5 assaying a set of human DNA samples from North Carolina 

where each of the samples was accurately assayed using the 

method of the invention compared to previous methods (7) . 

The data exhibited a wide range of signals due to the 

vagaries of the PCR and the variation in the sample DNA 

10 concentration but with the consistence of the background it 
was possible to score the presence of the normal gene by 
the signal obtained with the CFN2 probe and the presence of 
the mutant gene with the CFD2 probe. Sample 15 in these 
studies gave the lowest signal but still significantly 

15 above the non-specific probes signal. The data are set 
forth in Fig. 6. 

The PCR was run for 3 0 cycles with the cystic 
fibrosis specific primers including the 3' labeled probes 
CFN2, CFD2 , and a non specific probe (lambda 1). The 

20 samples of DNA were individual samples of Human DNA at 0.5 
to 2.5/xg/^l, l/il of each of these was used in the PCR. 
Samples of the PCR 2\k\ were added to 15/xg of streptavidin 
beads incubated with shaking for 15 min. and analyzed for 
electrochemiluminescence using an ECL analyzer. 
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WHAT 18 CLAIMED IB : 

1. A method of detecting a nucleic acid 
s quence of int rest in the amplification product of a 
polymerase chain reaction or other primer directed reaction 

5 comprising the steps of: 

(a) incorporating in a polymerase chain 
reaction mixture or other primer directed reaction mixture 
at least one nucleic acid sequence complementary to said 
nucleic acid sequence of interest labeled (i) at the 3' end 

10 thereof, or (ii) at the 3 # and the 5* end thereof with a 
compound capable of electrochemiluminescence; 

(b) conducting a polymerase chain reaction 
or other primer directed reaction; and 

(c) measuring the electrochemiluminescence 
15 of labeled amplification product. 

2. A method as recited in claim 1 wherein a 
multiple number of 3 ' labeled nucleic acid sequences are 
incorporated in a primer directed reaction. 

3 . A method of detecting a nucleic acid 
20 sequence of interest in the amplification product f a 

polymerase chain reaction or other primer directed reaction 
comprising the steps of: 

(a) incorporating in a polymerase chain 
reaction mixture or other primer directed reaction mixture 
25 at least one nucleic acid sequence complementary to said 
nucleic acid sequence of interest and labeled (i) at the 3' 
end thereof, or (ii) at the 3 # and the 5 # end thereof with 
a compound capable of electrochemi-luminescence of the 
formula: 
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wherein M is selected from the group consisting of Ru, Os 
and Re and L lJP L 2 and L 3 are the same or different and each 




wherein R 2 and R 2 are the same or different and each is H, 
an alkyl group of 1-4 carbon atoms or a linker to said 
nucleic acid; 

(b) conducting a polymerase chain reaction 
or other primer directed reaction; and 

(c) measuring the electrochemiluminescence 
of labeled amplification product. 

4. A method of detecting a nucleic acid 
sequence of interest in the amplification product of a 
polymerase chain reaction or other primer directed reaction 
comprising the steps of: 

(a) incorporating in said polymerase chain 
reaction mixture or other primer directed reaction mixture 
at least one labeled nucleic acid sequence capable of 
electrochemiluminescence and complementary to said nucleic 
acid sequence of interest of the formula: 




n 



NA 



wherein M is ruthenium, osmium or rhenium, R lf R 2 , R 3 , R 4 , 
R 5 and R 6 may be the same or different and each is H, alkyl 
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of 1-4 carbon atoms, or a linker to NA, NA is said nucleic 
acid sequence linked to one of the bipyridyl groups at its 
3* end or to two bipyridyl groups at its 3' and its 5' ends 
and n is either 1 or 2; 
5 (b) conducting a polymerase chain reaction 

or other primer directed reaction; and 

(c) measuring the electrochemiluminescence 

of 

labeled amplification product. 

10 5. A method of detecting a nucleic acid 

sequence of interest in the amplification product of a 
polymerase chain reaction. or other primer directed reaction 
comprising the steps of: 

(a) incorporating in a polymerase chain 

15 reaction mixture or other primer directed reaction mixture 
at least one nucleic acid sequence complementary to said 
nucleic acid sequence of interest labeled (i) at the 3 # end 
thereof, or (ii) at the 3' and the 5' end thereof with a 
compound capable of electrochemiluminescence; 

20 (b) conducting a polymerase chain reaction 

or other primer directed reaction; 

(c) concentrating and washing the labeled 
amplification product; and 

(d) measuring the electrochemiluminescence 
25 of labeled amplification product. 

6. A method of detecting a nucleic acid 
sequence of interest in the amplification product of a 
primer directed reaction comprising the steps of: 

(a) incorporating in a primer directed 
30 reaction mixture at least one nucleic acid sequence 

complementary to said nucleic acid sequence of interest 
labeled at the 3 # end thereof with a labeled compound; 

(b) conducting a primer directed reaction; 

and 

35 (c) measuring the labeled amplification 

product . 



WO 93/10267 



PCI7US92/09943 

J? 



1/3 



FIG. I 



PCR REACTION 



POIMRASE EXTENSION BIOTIN OLIGO 

I I I I I lii 



B 



I I II I I II 
OLIGO 



POLYMERASE EXTENSION 



I I I i I I I i 
LABEL OLIGO 0 



DENATURE TO SEPARATE STRANDS 



B 



i 



i i i I I I 



LABEL OLIGO 



HYBRIDIZE 



I I I I I I I I 
° LABEL OLIGO * 



BINDING TO BEADS THEN ASSAY 



1 I I I I I I I 

LIGHT LABEL OLIGO tf 
GENERATED 



BS 

STREPTAVIDIN 
BEAD 




30 000 



CO 



20000- 



10000 



0 



6 / 



/ 



/ 



* 

I 1 



/ 



i 



0 100 200 

HIV I gag GENE COPIES PER REACTION 
FIG. 2 SUBSTITUTE SHEET 



300 



WO 93/10267 



PCT/US92/09943 



2/3 



2000 



CO 



1000 



0 



1 



J 3 



0 



FIG. 3 



i i ■ 

10 



5 

DNA CONCENT RATION(ng) 



15 



20 



25 OOOi 



20000- 



y> 15000- 



10000 



5000- 



0' 



□ NORMAL GENE 
MUTANT GENE 




EZ 



FIG. 4 



CFN2 3' CFD2 3' 

ECL PROBES 



SUBSTITUTE SHEET 



WO 93/10267 



3/3 



PCT/US92/09943 



120000 



100000- 



CO 



80000' 



60000- 



40 000- - 



20000 



0 



- x 



as, 



CFN2 
□ CFD2 
DD CONTROL 



I 2 3 



FIG. 5 



4 .5 6 7 
DNA SAMPLE 



8 9 10 



40000i 



30 000 



CO 



20000- 



10 000- 



0 



O LAMBDA- I 
m CFN-2 
S CFD-2 



s 



HE 3 



_ s 



urn 



s 
s 



\ 

s 



s 



S 

s 

S 

s 

s 

s 
\ 
\ 
s 



En 



nFh irFfa ncH rrFSl nF 



N 
S 
N 
S 
S 
K 



X 



\ 
\ 



I 2 3 4 5 6 7 8 9 10 II 12 13 14 15 

DNA SAMPLE (UNC*) 

FIG. 6 SUBSTITUTE SHEET 



INTERNATIONAL SEARCH REPORT 



•4) 



International application No. 
PCT/US92/09943 



A. CLASSIFICATION OF SUBJECT MATTER 

IPC(5) :C12Q 1/68; C12P 19/34 
USCL :435/6.91 

According to International Patent Qualification (IPC) or to both national claaaification and IPC 



B. FIELDS SEARC1 



Minimum documentition searched (classification system followed by classification symbols) 
U.S. : 435/6,91 

Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched 



Electronic data base consulted during the international search (name of data base and, where practicable, search terms used) 
APS, MEDLINE, CAS ONLINE, WORLD PATENTS, 

search terms: electnKhenuliinuneseence, PCR, immobilized DNA, 3 f labeled probe/primer 



C. 



Category 1 



Y 
Y 



CUMENTS CONSIDERED TO BE RELEVANT 

Citation of document, with indication, where appropriate, of the relevant passages 

Clinical Chemistry, Volume 37, No. 9, issued 1991, J. H. Kenten et al, "Rapid 
ElcctrochemHuminescence Assays of Polymerase Chain Reaction Products", pages 162f> 
1632, especially page 1628. 

WO 8706706 (Massey et al) 05 November 1987, pages 87-91. 

Proceedings of the National Academy of Sciences, USA, Volume 86, issued December 
1989, F. F. Chehab et al, "Detection of Specific DNA Sequences by Fluorescence 
Amplification: A Color Complementation Assay", pages 9178-9182, especially page 9179. 



| | Further documenU are listed in the continuation of Box C. Q See patent family annex. 



Relevant to claim No. 



1-6 



1-6 



1-6 



■A - 

•0' 

•r 



Special c a teg o rim of cited < U n 

document defem* me central state of to art which k not considered 
to be put of particular relevance 



ut+r 4*™*s**t p«Alkh«i after the imcratiooal filing date or priority 
date and not meonflietwim the appl^^ 
principle or theory undertyinf the favenbon 



earlier document puttkhed en or tto the kleni^MMl filb* date 

docuzneot which may throw doubta on priority clakn(i) or which is 
cited to catablkh the publication date of another citation or other 
r-. (Mipcctfled) 



•V 



document referrini to aa oral disclosure, use, fThihft inr t or other 



document of particular iek » auuc; the churned uivtuuon cannot be 
cooaidered novel or cannot be coniideredto involve an inventive step 
when the document it taken alone 

document of partictuer relevance; the churned invention cannot be 
contalered to involve an inventive atep when the document ta 
combined with one or more other such documents, such combination 
hems obvious to a person •killed in the art 



IpTiortothemtcriiBtfa^ 
the priority date ckancd 



Date of the actual completion of th intemati nal search 

17 DECEMBER 1992 

Nam and mailing address of the ISA/ 
Commisjioner of Patents and Tnckmarles 
Box PCT 

Washington, D.C. 20231 
Facsimile No. NOT APPLICABLE 



Date f mailing of the international searcl 

25 JAN 1993 

Authorized officer 

CARLA MYERS 
T lephone No. (703) 308-0196 




